(E) FSC calculated between the refined structure and the half map used for refinement (work), the other half map (free), and the full map. Flowchart showing the image processing pipeline for the cryoEM data of Eco 6S RNA*/ΔαCTD-E-Δ1.1σ 70 starting with 9,405 dose-fractionated movies collected on a 300 keV Titan Krios (FEI) equipped with a K2 Summit direct electron detector (Gatan). Movie frames were aligned and summed using Unblur (Grant and Grigorieff, 2015) . Particles were autopicked and manually revised from these summed images and then sorted by 2D classification in RELION (Scheres, 2012) for subsequent particle polishing using direct-detector-align_lmbfgs software (Rubinstein and Brubaker, 2015) .
After polishing, the dataset contained 782,121 aligned particles. These particles were auto-refined in RELION using a model of Eco Eσ 70 (PDB ID 4LK1) (Bae et al., 2013) that was low-pass filtered to 60 Å resolution using EMAN2 (Tang et al., 2007) as an initial 3D template. 3D classification into eight classes was performed on the particles using the refined model and alignment angles. No obvious conformational differences were observed between the 3D classes. Class 3, containing 362,926 particles, was the most populated class with a 3.8 Å resolution after auto-refinement and post-processing in RELION. 
C3'-endo 98U C3'-endo a Calculated using 3DNA (Lu and Olson, 2008) . 
